for 20 min and washed with PBTx (0.3% Triton X-100 in PBS) followed by 1 h 163 incubation in blocking solution (PBTx, 1% BSA). Primary antibodies were diluted in 164 blocking solution and incubated overnight at 4°C. After washing with PBTx, samples 165 were incubated with secondary antibodies diluted in blocking solution at room 166 temperature for 90 min followed by extensive washing using PBTx. Samples were 167 mounted for imaging using Vectashield with DAPI (Vector Laboratories) and images 
172
We used guinea pig anti-Tango1 (1:10,000, mentioned above) and mouse anti-surrounding terminal cells is not produced by the terminal cells but mostly, if not 250 entirely, by the fat body, and secondly, that the defects resulting from tango1 loss-of-251 function in terminal cells cannot be explained by a defect in the transport of collagen.
252
If the defects in tango1 mutant terminal cells cannot be explained by failure of 253 collagen secretion, then they must be due either to a failure to transport to the cell 254 surface other molecules essential for tracheal function, or to a function unrelated to 255 the secretion of specific substrates (for example, a global failure within the secretory 256 pathway).
257
We analysed the distribution of a range of cell surface and secreted proteins in protein (Ozturk-Colak et al., 2016) . We visualized Dpy through a YFP insertion at the 273 dpy locus that results in a fusion protein expressed at endogenous levels, Dpy-YFP 274 (Ray et al., 2015) .
9
In cells of the tracheal dorsal trunks we distinguished two pools of Dpy: one that was and they instead accumulated in the cytoplasm (Fig. 2L ).
284
To test whether the mislocalisation of any of the molecules that we analysed was 
293
In summary, regarding the dependence of different cargos on Tango1 we have found 294 three cases: Dpy represents a cargo that fits the expected characteristic of Tango1 295 substrates of being very large; Crb is a cargo that depends on Tango1 although it is 296 not large; and finally, bPS integrin is a cargo that does not depend on Tango1. To 297 learn more about the rules and generalities of Tango1-dependent secretory cargos,
298
we examined other tissues.
300

Effect of Tango1 loss-of-function on Dpy in wing discs, glial cells and tendons.
301
Dpy serves as a scaffold that anchors tissues to the aECM and supports tissue 302 shape changes in many organs, and its function has been most extensively studied 303 in the wing disc (Ray et al., 2015) . Knocking down tango1 in the wing pouch resulted 304 in intracellular accumulation of Dpy-YFP ( Fig. 3A, E ). Loss of Tango1 was again 305 associated with changes in the distribution of Sec16. This was particularly evident 306 when tango1 was knocked down in a stripe across the disc using ptc-gal4. We found 307 that in the absence of Tango1, the number of Sec16 particles per area was reduced 308 ( Fig. 3B, F) .
10
Tango1 has previously been shown to be active in larval glial cells and pupal tendons 310 (Petley-Ragan et al., 2016; Tiwari et al., 2015) and we found that these cell types are localize at ERES. In mammalian Tango1, the PRD domain is necessary for the 465 localization of Tango1 to the ERES and for its interaction with Sec23 and Sec16 Terminal cells expressing mCD8mCherry and Xbp1-GFP under SRF-gal4. Xbp-1-GFP is translated and accumulated in the nucleus only after activation of the ER-stress response (Ryoo, et al., 2007) . In control (A) and dpy-IR cells (C), Crb localizes to the luminal membrane and Xbp1-GFP is not detectable. In tango1-IR cells (B), Crb is not able to localize to the luminal membrane and Xbp1-GFP accumulates in the nucleus. These defects can be suppressed by additionally knocking down dpy (D). Scale bars are 10µm. In control (A) and dpy-IR cells (C), Sec16 particles are homogeneous in size and fluorescence intensity; in tango1-IR cells Sec16 particle size and fluorescence intensity is variable (B) and this variability is not altered by simultaneously removing Dpy (D). (E-F) Variance of Sec16 particle size (E) and of Sec16 fluorescence intensities (F). Control, n=5; tango1-IR, n=4; dpy-IR, n=4; tango1-IR+dpy-IR, n=5. Significance was determined using one-way ANOVA and Sidak's multiple comparisons test. Scale bars are 10µm. (A-D) Terminal cells expressing GFP under SRF-gal4, and stained for the Golgi marker GM130. In control (A) and dpy-IR cells (C), the distribution and size of GM130-labelled structures is homogeneous whereas in tango1-IR cells GM130 is seen in heterogeneous aggregates (B). Knocking down dpy in tango1-IR cells does not rescue GM130 distribution (D). Scale bars are 10µm. (E) Model showing the role of Tango1 in Dpy trafficking and the indirect consequences of Dpy blockage. In the absence of Tango1, the structure of the ER is changed, the ER stress response is activated and neither Dpy nor Crb reach the plasma membrane. If Dpy levels are reduced, the ER stress response is no longer active and Crb can be secreted. However, the ER morphology is not restored.
